Abstract. dysregulation of microrna-3613-3p (mir-3613-3p) was previously reported in endothelial cells (ecs) during heat stress. The aim of the present study was to investigate the precise role of mir-3613-3p in heat stress. in the present study, potential gene targets of mir-3613-3p in heat-treated ecs were assessed, and the potential effects of mir-3613-3p were determined using Gene ontology enrichment analysis. Kyoto encyclopedia of Genes and Genomes pathway analysis was used to identify signaling pathways that may be affected by mir-3613-3p in heat-treated cells. reverse transcription-quantitative Pcr, western blotting and annexin V-FiTc/propidium iodide staining were performed to detect mirna expression, protein expression and apoptosis, respectively. luciferase gene reporter assay was performed to evaluate the association between mir-3613-3p and mitogen-activated protein kinase kinase kinase 2 (MaP3K2). Bioinformatics analysis revealed 865 potential gene targets for mir-3613-3p and a series of functions and pathways in heat-treated ecs. 'negative regulation of apoptotic process' was identified as a potential function of miR-3613-3p. In addition, functional analysis confirmed the downregulated expression levels of mir-3613-3p in ecs during heat stress, which was accompanied by an increase in apoptosis; restoration of mir-3613-3p expression inhibited apoptosis. MaP3K2 protein was demonstrated to be upregulated in heat-treated ecs, and overexpression of mir-3613-3p reduced MaP3K2 expression levels. additionally, MaP3K2 was targeted by mir-3613-3p. These results indicated that mir-3613-3p may have complicated roles in ecs under heat stress. mir-3613-3p may serve an important role in the apoptosis of heat-treated ecs, and this effect may be partly achieved by targeting MaP3K2.
Introduction
Heat shock (HS) is a life-threatening disorder associated with excessive heat and characterized by a syndrome of multiple organ dysfunction in which central nervous system dysfunction dominates (1, 2) . The direct cytotoxicity of heat, inflammation and endothelial cell (ec) injury is considered to initiate multiple organ failure (3) (4) (5) . ecs have a variety of biological functions, including the regulation of coagulation, cell adhesion, nutrient exchange and vascular tone; ecs also serve an important role in the balance of local pro-inflammatory and anti-inflammatory mediators (6) (7) (8) (9) (10) (11) (12) . Previous studies in cell lines and animal models have shown that ecs are an early target of heat stress injury and are a prominent feature of severe HS (5, 13, 14) . Thus, understanding the changes in ecs in response to heat stress is important for identifying novel therapeutic approaches to HS injury treatment.
Micrornas (mirnas) are small rnas that regulate gene expression at the post-transcriptional level and modulate biological responses and cell phenotypes through regulation of the expression levels of key proteins in multiple biological pathways (15) . certain mirnas have been demonstrated to affect the function of ecs. For example, mirna (mir)-155, mir-320, mir-222, mir-125b, mir-410 and mir-218 have been reported to regulate adherens junction disassembly responses, cell migration and cell morphology, contributing to changes in the permeability and integrity of the vasculature (16) (17) (18) . as underlying regulatory mechanisms such as mirna expression in response to HS were unknown, mirna expression was analyzed in our previous study via mirna microarrays; it was demonstrated that heat stress altered mirna expression in HuVecs, with 31 mirnas differing significantly in expression between HuVecs exposed to severe heat treatment and untreated control cells (20 mirnas were downregulated and mirnas were 11 upregulated) (19) . only 1% of the human mirna assemblage (31/3,100) exhibited differential expression following heat treatment, indicating that the regulatory activity of heat stress may be specific toward a subset of miRNAs in HUVECs. additionally, associations between mirnas and genes have been previously evaluated on the basis of their differential expression levels, and according to interactions between mirnas and genes reported in the Sanger mirna database; these associations were used to build a mirna-gene network that was employed to evaluate the regulatory effects of mirnas on genes (19) . Using this network model, miR-3613-3p was identified as a key mirna that may serve a prominent role in the response to heat stress (19) .
in the present study, the biological functions and underlying molecular mechanisms of mir-3613-3p in ecs during heat stress were preliminarily investigated. The results may contribute to a better understanding of the mechanisms underlying the relationships between mirnas and biological responses of ecs and may facilitate new diagnostic and therapeutic strategies for the treatment of heat stress.
Materials and methods

Bioinformatics analysis.
Potential target genes of mir-3613-3p were predicted using three databases: TargetScan 7.2 (http://www.targetscan.org/), miranda-mirSVr 5.0 (http://www.microrna.org/microrna/home.do) and mirdB 5.0 (http://www.mirdb.org). Functional annotation using Gene ontology (Go) (20, 21) enrichment analysis was performed to determine the main functions of putative target genes of mir-3613-3p. additionally, Kyoto encyclopedia of Genes and Genomes (KeGG) (22) (23) (24) database analysis was performed to identify the enriched pathways associated with these target genes. Fisher's exact and χ 2 tests were applied to assess the significance of Go terms and pathways, and the false discovery rate (Fdr) was calculated to correct the P-value. only Go terms and pathways with an adjusted P<0.05 and an Fdr<0.05 were selected. data containing two groups were analyzed using Fisher's exact test, and multiple comparisons between groups were assessed using the χ 2 test.
Cell culture and treatment. Human umbilical vein endothelial cells (HuVecs; american Type culture collection) were cultured in rPMi 1640 medium (invitrogen; Thermo Fisher Scientific, inc.) supplemented with 5% FBS (invitrogen; Thermo Fisher Scientific, Inc.), 1% EC growth supplement (Promocell GmbH), 100 u/ml penicillin and 100 µg/ml streptomycin (Invitrogen; Thermo Fisher Scientific, Inc.) in a humidified atmosphere with 5% CO 2 at 37˚C. All experiments were performed using HuVecs at passage 3-6. To induce heat stress, culture dishes containing cells in media were sealed with Parafilm and immersed in a circulating water bath at 43±0.5˚C for 1 h; cells in culture dishes placed in a circulating water bath at 37±0.5˚C for 1 h were used as a control. after treatment, the culture medium was replaced with fresh medium, and the cells were incubated at 37˚C for an additional 24 h.
RNA extraction. Total rna from HuVecs (~5x10 6 cells) was individually isolated using Trizol ® (Thermo Fisher Scientific, inc.) and an mirneasy mini kit (Qiagen, inc.) according to the manufacturers' protocols. rna quantity and quality were measured using a nanodrop™ spectrophotometer (nd-1000; NanoDrop Technologies; Thermo Fisher Scientific, Inc.) and rna integrity was detected by gel electrophoresis. in general, rna concentrations of 8-15 ng/µl, and 10 ng/sample of total rna were used for subsequent reverse transcription-quantitative Pcr (rT-qPcr) analysis.
RT-qPCR. The mirna expression levels were determined using rT-qPcr using primers which were synthesized and purchased from Shanghai GenePharma co., ltd. The following primers were used: mir-3613-3p, sense 5'-cGT ccc TTc cca acc cGa aaa aaa-3', antisense 5'-cGc aGG GTc cGa GGT aTTc-3'; and u6, sense 5'-cTc GcT TcG Gca G ca ca-3' and antisense 5'-aac GcT Tca cGa aTT TGc GT-3'. Briefly, sample total RNA (10 ng) was reverse transcribed into cDNA using specific stem-loop primers and a TaqMan ® Microrna reverse Transcription kit (applied Biosystems; Thermo Fisher Scientific, Inc.). Mixtures were incubated for 30 min at 16˚C, 30 min at 42˚C and 5 min at 85˚C, and held at 4˚C in a 15-µl reaction volume. Following the reverse transcription reaction, qPcr was performed using SYBr Green (Invitrogen; Thermo Fisher Scientific, Inc.) according to the manufacturer's protocol and an aBi 7300 real-Time Pcr system (Bio-rad laboratories, inc.). qPcr conditions were 95˚C for 10 min, followed by 40 cycles of 95˚C for 15 sec and 60˚C for 60 sec in a 20 µl reaction volume (25, 26) . Signals were normalized to u6 small nuclear rna, which was analyzed simultaneously. The relative expression of each mirna was calculated using the 2 -ΔΔcq method (27) . The experiments were performed at least three times.
Tra nsient t ra nsfection. T he m i r-3613-3p m im ic (cat. no. mir10017991-1-5) and negative control (mir-nc; cat. no. mir1n0000001-1-5) were purchased from Guangzhou riboBio co., ltd. cells in the logarithmic growth phase (5x10 5 cells/well) were inoculated into 24-well plates and cultured to 80% confluence on the day prior to transfection. Subsequently, mir-3613-3p mimic or mir-nc were transfected into HUVECs at a final concentration of 50 nM using lipofectamine ® 3000 reagent (invitrogen; Thermo Fisher Scientific, Inc.) at room temperature for 24 h according to the manufacturer's protocol. at 24 h post-transfection, the transfected cells were harvested for mirna and protein assays.
Flow cytometric analysis of apoptosis. apoptosis was analyzed with an annexin V-FiTc apoptosis kit (invitrogen; Thermo Fisher Scientific, Inc.) according to the manufacturer's protocol. HuVecs (~1x10 6 cells) were collected, washed with ice-cold PBS and resuspended in binding buffer containing 5 µl annexin V-FiTc for 10 min in the dark at room temperature. Subsequently, the cells were pelleted by centrifugation at ~157 x g and 4˚C for 10 min, the buffer was removed and the cells were resuspended in reaction buffer containing 10 µl propidium iodide (Pi). Following incubation in the dark at room temperature for 15 min, the stained cells were analyzed for apoptosis using a FACSCanto™ II flow cytometer (Bd Biosciences). The early apoptotic rates were examined. FlowJo version 7.6.1 software (FlowJo llc) was used to analyze the data. The experiment was performed at least three times.
Western blot analysis. HuVecs (5x10
5 cells/well) were seeded in 24-well plates and incubated for 24 h prior to lysis. cells were lysed in 1X sample buffer (62.5 mM Tris, pH 6.8; 10% glycerol; 2% SdS) and homogenized. The protein concentration was measured using a Bicinchoninic acid Protein assay kit (Thermo Fisher Scientific, Inc.) according to the manufacturer's protocol. equal amounts of protein (20 µg/well) were separated by 10% SdS-PaGe and transferred onto polyvinylidene difluoride membranes (eMd Millipore). The membranes were blocked with 5% non-fat milk powder in PBS + 0.1% Tween-20 at room temperature for 2 h. The membranes were subsequently incubated overnight at 4˚C with mouse anti-human mitogen-activated protein kinase kinase kinase 2 (MaP3K2; 1:1,000, cat. no. SaB5300054, Sigma aldrich; Merck KGaa) or mouse anti-human actin (1:500, cat. no. a4700, Sigma aldrich; Merck KGaa) primary antibodies. a goat anti-mouse horseradish peroxidase-conjugated immunoglobulin G secondary antibody (1:10,000; cat. no. SaB3701029; Sigma aldrich; Merck KGaa) was used, with incubation at room temperature for 2 h. Protein bands were visualized with enhanced chemiluminescence Western Blot Detection reagent (Thermo Fisher Scientific, Inc.). The membranes were exposed to light-sensitive film and densitometric analysis was conducted using imageJ v1.50 software (national institutes of Health). The expression levels of protein were normalized to the actin endogenous control. The western blotting experiments were performed at least three times.
Luciferase gene reporter assay. HuVecs (1x10 5 cells/well) were seeded in 24-well plates and incubated for 24 h prior to transfection. cells were co-transfected with 100 nM luciferase vectors (pGl3-MaP3K2 3'uTr wild-type or mutant reporter plasmid; Guangzhou riboBio co., ltd.) and either 50 nM mir-3613-3p mimic or mir-nc using lipofectamine ® 3000 at room temperature for 24 h. Firefly and Renilla luciferase activities were quantified using the Dual-Luciferase reporter system (Promega corporation) according to the manufacturer's protocol. The firefly luciferase activiy was normalized to Renilla luciferase activity. all experiments were performed in triplicate; n=3-6 for each experiment.
Statistical analysis. Quantitative variables are presented as the mean ± standard deviation. Student's t-test was used to calculate statistical significance between two groups. One-way anoVa was used for multiple group comparisons followed by Tukey post hoc test. Statistical values were calculated using SPSS version 20.0 (iBM corp.). P<0.05 was considered to indicate a statistically significant difference.
Results
GO term analysis of miR-3613-3p.
Go analysis results were presented in Fig. 1 , and Tables i (data repository) and ii. according to Go analysis of the 865 genes potentially regulated by mir-3613-3p, the top biological processes associated with the genes regulated by mir-3613-3p were associated with transcription. a number of the genes were also involved in cell proliferation and apoptosis.
KEGG pathway analysis of miR-3613-3p. Pathway analysis by KeGG revealed the signaling pathways affected by miR-3613-3p in heat-treated cells. The most significantly enriched pathways regulated by mir-3613-3p analyzed by KeGG analysis were presented in Fig. 2 and Table iii. enriched KeGG pathway analyses revealed that the top signaling pathways regulated by mir-3613-3p were centralized in cancer-associated terms, which participated in the regulation of apoptosis, proliferation and cell cycle. Additional identified signaling pathways were also associated with transcriptional misregulation in cancer and adherens junctions. Fdr, false discovery rate; Go, gene ontology; TrK, tropomyosin-related kinase. miRNA expression levels are dysregulated in HUVECs during heat stress. Based on previous mirna microarray analysis, mir-3613-3p expression levels were decreased in HuVecs under heat stress (19) . To confirm the downregulation of mir-3613-3p in heat-treated cells, mir-3613-3p expression was analyzed by rT-qPcr, and the results verified that mir-3613-3p expression was reduced in HS-treated HuVecs compared with control cells (P<0.05; Fig. 3 ).
miR-3613-3p affects apoptosis in HUVECs during heat stress.
Previous bioinformatics analysis demonstrated that miR-3613-3p negatively regulates apoptosis (19) . To confirm this, mir-3613-3p mimic was transfected into HuVecs, which increased the expression levels of micrornas-3613-3p (Fig. 4a) . annexin V-FiTc/Pi flow cytometry was then used to evaluate the effects of different expression levels of mir-3613-3p on the apoptotic rates of HuVecs. The results revealed that mir-3613-3p expression decreased in HuVecs following heat stress and that the mir-3613-3p mimic increased the level of mir-3613-3p in heat-treated and unheated cells (P<0.05; Fig. 4a ). in addition, heat stress induced apoptosis in HuVecs, whereas the mir-3613-3p mimic transfection significantly decreased the apoptotic rate under heat stress (P<0.05; Fig. 4B ). These results suggested that the level of mir-3613-3p may affect HuVec apoptosis during heat stress.
miR-3613-3p affects the expression of MAP3K2 in HUVECs during heat stress. Previous bioinformatics analysis indicated that MaP3K2 may be a target gene of mir-3613-3p (19).
To investigate the association between mir-3613-3p and MaP3K2, HuVecs were transfected with mir-3613-3p mimic for 24 h, and western blotting was performed. as presented in Fig. 5 , the protein level of MaP3K2 was significantly reduced in the miR-3613-3p mimic-transfected cells under heat treatment, compared with cells only treated 4.7241x10 -5 Fdr, false discovery rate; HTlV, human T-cell leukemia virus; KeGG, Kyoto encyclopedia of Genes and Genomes; MaPK, mitogen-activated protein kinase. with heat stress (P<0.05). These results indicated that mir-3613-3p overexpression may downregulate MaP3K2 expression.
MAP3K2 is a direct target of miR-3613-3p in HUVECs.
To further demonstrate whether MaP3K2 was a direct target of mir-3613-3p, MaP3K2 wild-type and mutant 3'uTr were cloned into a luciferase reporter vector and transfected into HuVecs (Fig. 6a) . The effects of mir-3613-3p were determined using the luciferase reporter assay. The results demonstrated that upregulation of miR-3613-3p significantly reduced the luciferase activity of pGl3-MaP3K2 3'uTr WT (P<0.05), but the effects of mir-3613-3p was not observed with the mutation of the mir-3613-3p target site in the MaP3K2 3'uTr (Fig. 6B) . These results suggested that MaP3K2 may be directly and negatively regulated by mir-3613-3p.
Discussion
Among the miRNAs identified and target genes predicted in our previous study, miR-3613-3p was identified as an miRNA Figure 5 . mir-3613-3p affects the expression of MaP3K2 in HuVecs during heat stress. HuVecs were transfected with a mir-3613-3p mimic or mir-nc, and expression of MaP3K2 was analyzed by western blotting using actin as an internal control. MaP3K2 protein expression was increased in heat-treated HuVecs, whereas upregulation of mir-3613-3p partly reversed the increase in MaP3K2 induced by heat stress. downregulated in heat-treated cells compared with non-treated control (19) ; it was also demonstrated to potentially regulate 865 genes. Similar results were observed in a previous bioinformatics prediction, which suggested that mirnas regulate >30% of protein-coding genes and that one mirna may have hundreds or even thousands of potential gene targets (15) . indeed, the wide target range of mirnas appears to be an important biological mechanism that enables them to mediate different cellular responses to environmental changes and is likely to significantly advance our knowledge of miRNA biological functions. For example, several studies have demonstrated that mir-3613-3p is upregulated in lung adenocarcinoma (28) and in gastric (29) , colon (30), prostate (31) and thyroid papillary (32) cancers. in addition, the high level of mir-3613-3p expression in gastric cancer cells was reduced by cinobufagin (33) , which is used clinically to treat patients with solid malignant tumors. Thus, mir-3613-3p might serve an important role in cancer by acting as an oncogene. in addition, by targeting pain-associated genes, including γ-aminobutyric acid receptor type a subunit β3, n-methyl-d-aspartate 3a, transient receptor potential vanilloid-1, neuropeptide Y receptor Y1, and sodium channel protein type 9 subunit α, mir-3613-3p may be involved in severe axial pain after motor vehicle collision in african americans (34) . upregulation of mir-3613-3p was observed in the left atrial appendage in rheumatic mitral valve disease with atrial fibrillation (35) . Another report indicated that decreased expression of mir-3613-3p may regulate B cell activation through the Wnt pathway and participate in the pathogenesis of immunoglobulin a nephropathy (36) . Therefore, it was speculated that mir-3613-3p may have different functions and regulate different target genes in various tissues under different conditions. This may also explain the large number of target genes of mir-3613-3p. overall, the effects of mir-3613-3p in ecs under heat stress need to be clarified.
According to GO analysis, there was potential significant enrichment of mir-3613-3p in transcription-related functions (8 of 10 terms, 80%), and rna polymerase ii may be a key regulatory point. This finding was expected as the transcriptional status of cells changes markedly in response to heat stress. Transcriptional activity is commonly considered to decrease globally with transcriptional activation of certain genes that are necessary for heat stress-related cellular responses (37) . However, there is no clear understanding of the exact mechanism of transcriptional repression. rna polymerase ii activity reduction is mediated by alu rnas, which are non-coding rnas representing transcripts of short interspersed elements (Sine) in humans (38) . under heat stress, alu rnas are rapidly upregulated (39, 40) and bound directly to rna polymerase ii to form kinetically stable complexes, thereby interfering with the binding of rna polymerase to dna and subsequent formation of the closed complex (41) . To mediate repression, small repressing rnas bind to rna polymerase prior to formation of the closed complex (42) , which prevents the mechanism from interfering with the transcription of heat shock protein (HSP) genes that are associated with rna polymerase ii molecules under non-heat shock conditions (43, 44) ; this results in HS-induced increase in HSP expression despite a global decline in cell transcription. However, it is unclear whether Sine-dependent transcriptional repression is universal in cells under heat stress. The data from the present study suggested that mir-3613-3p may perform a complex regulatory function in transcription during heat stress. mir-3613-3p may be involved in regulating a variety of transcription-related processes and appears to simultaneously regulate opposing functions. For example, mir-3613-3p was found to be involved not only in 'positive regulation of transcription' but also in 'negative regulation of transcription'. it is not clear how mir-3613-3p participates in the regulation of transcription and whether it depresses transcription via Sine-dependent mechanisms. Thus, mir-3613-3p may serve a complex role in the regulation of transcription through unknown and complicated mechanisms.
KeGG pathway analysis provided a more detailed view of the integrated relationship between the regulation of miR-3613-3p and target genes. The pathways identified by KeGG analysis serve crucial roles in regulating diverse processes of ecs, including proliferation, apoptosis, survival, migration and polarity, tight junction integrity and monocyte-ec adhesion enhancement, mostly through a series of downstream transcription factors (45) (46) (47) (48) (49) (50) (51) (52) (53) . These data suggested that mir-3613-3p may facilitate individual biological reactions not by targeting an isolated pathway, but rather by targeting a complete network.
Through the bioinformatics analysis in the present study, 'negative regulation of apoptotic process' was identified as a potential function of mir-3613-3p. apoptosis is implicated in the physiological and pathological processes of ecs under heat stress (54) (55) (56) . In vitro experiments on the inhibitory effect of mir-3613-3p on apoptosis indicated that heat stress induced mir-3613-3p repression and promoted apoptosis. in addition, reintroduction of mir-3613-3p partly reversed the promoting effect of heat stress on apoptosis, which suggested that mir-3613-3p may be involved in regulating the apoptotic process in ecs during heat stress; these results may provide new insight into the treatment of HS.
our previous mirna-gene network analysis revealed a series of hub target genes, and MaP3K2 appeared in the central position of the network regulated by many mirnas (19) . MaP3K2 is a component of the mitogen-activated protein kinase (MaPK) signaling pathway, which preferentially regulates JnK and erK5 pathways by phosphorylating and activating MaP2K5 and MaP2K7 (57, 58) . in addition, MaP3K2 participates in the regulation of apoptosis through a number of downstream targets (59, 60) . in the present study, bioinformatics analysis indicated that MaP3K2 was a target gene of mir-3613-3p. Therefore, mir-3613-3p may be involved in ec apoptosis by targeting the MaP3K2 gene during heat stress. in the current study, increased expression of MaP3K2 was observed in ecs under heat stress accompanied by reduced expression of mir-3613-3p compared with non-treated cells, whereas overexpression of mir-3613-3p partly reversed MaP3K2 augmentation, which suggested that MaP3K2 may be partially regulated by mir-3613-3p. additionally, mir-3613-3p directly inhibited the expression of MaP3K2 by binding to its 3'uTr. it is noteworthy that MaK3P2 may induce distinct effects on apoptosis under varying external conditions (61) (62) (63) , which may be due to distinct downstream molecules. The MaP2K5/erK5 pathway is required for normal cardiovascular development and vascular integrity, and it improves ec viability and reduces apoptosis (64, 65) ; conversely, JnK MaPKs promote apoptosis in ecs under most conditions (66) . MaK3P2 coordinately activates signaling through MeK5/erK5 and MeK7/JnK protein kinases to respond to different stimuli. Therefore, the effects of MaP3K2 on ec apoptosis during heat stress may be induced by JnK MaPKs. The present study demonstrated that heat stress may decrease the activation of mir-3613-3p and promote the apoptotic effect on HuVecs by MaP3K2 through targeted binding to 3'-uTr, which leads to the inhibition of MaP3K2 expression.
There were certain limitations to the present study. First, HUVECs cannot completely reflect the biological characteristics of vascular ecs as venous endothelial function may differ substantially from arterial or capillary endothelial function. it remains to be determined whether similar regulatory mechanisms are involved in vivo and in other cellular systems. Second, the heat stress cell model used in the present study did not ideally simulate the clinical course of HS, and interactions between ecs and other cells were ignored. Third, some of the bioinformatics results may have been affected by technical deficiencies, such as technical artifacts introduced by the smaller scale of experimentally validated data and other associated biological data, deficiencies in effective integration of diverse datasets or the different computational models (67, 68) .
in conclusion, bioinformatics analysis revealed a range of target genes of mir-3613-3p, and a number of functions and pathways involved. additionally, 'negative regulation of apoptotic process' was predicted to be a potential function of mir-3613-3; in vitro analysis revealed that mir-3613-3p may suppress apoptosis in ecs under heat stress, potentially by directly targeting MaP3K2. These results shed new light on the underlying mechanisms of heat stress in ecs, although further studies are needed to explore the roles of mir-3613-3p in the pathogenesis of heat stress in ecs.
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